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>8BJ&, ^5i±^#SHlia> ffFlg±&i$«, BMJh&ttMlfiL ^fli#SBJ3&, ffiifc 

(57) ±iE^^-^-«i:bT, th&m&immibm^bnz, mssi 

(5 8) ±85 JJiJ^S^fla, *fc«#il^lB 

(5 9) ±IBKtt#«lfi*fctt*«#3WfttbTtt, 7^-^-ilfi*ft^T 
DMBM+l0%PBST?**Snfc«Bl&jWS6ffl$n*, 3tS 5 8 

(6 0) ±f2^>r-^-TO«, l&l»»iaifcS*-rs«Bllfi&^tr, ]|S5 6i; 

(61) ±iB7 j-y-mj&trixmmz. mmmm&fem-?z>0iwvfft>n 

3, JIB 5 6 fcgB«©5&*atf-. 

(62) ±ie#tttf-rau as-fbbfcjana^ty^ 5 1 icsa^o^ttM-. 



10 



WO 2005/035739 



PCT/JP2004/015576 



(6 3) ±m&mmz. mu&»mz.&mzn** mm 5 nzmm^m^-o 
(6 4) ±m&mmz, st*M^^^&^;:t§#ftt§> sisi 

(6 5) ±&mm&n^&fr®<D&mfr£isT<Dmm&mMTzrci&<D&m 

(6 6) ±tE±^mi^^ &mr?$>2>, mB6 5\zmm.(D®.m 0 
(6 7) ±fB#$9j&«, m&t&nm. -gmmmmnmm. mm** 

mm. M^^mm. nm&mm. mmnmm. m^mmm. wmnmm& 

(6 9) ±tB^m«, ^ueui&M^ pk^±>^#^ji&, m&nmm. 
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mmoffimtsiWtm 

m 1 it. mmmm^- h^m\z^Mmn^mmmom^<om^.m^to 

mmz-D^x. mmmmmmiz&tt&mRNAcD&m&mffivjto mz. 
??->c, sms&mmm^ (hgf), *r^^;^ vmmm^ (kgf), -r 

>X U ^JifitS^ (IGF) -la^Sl/T*3D, fl&JKrS9W*Di&«:±&* 

m 2 mmm 6 iz&tf&n > h a— ;p<t txffl ^fc 3 t 37 y— mm ( 2 
xiowcm 2 ) ^<DAm±&#mm<Dfifr'v%>Zo 

m 3 6 \z&vt2>*&m<D74-#-mj& c&mm&& ;(ixio 
mm/ cm 2 » T©^i±^m©^T^5. ±r-trwu v-rh^-r 

-»i§g©fflit (±& :40m g/m 1 ;TS:80jti g/m 1 ) *^T. 
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H4n mffim6\z&ftz>*5&m<D7j-?-mm (^tm^;(ixi 
owcm 2 )) -v<Dftm±&&mm<Dm?~e$>%>o ±m-Tm\z. 

-f ->>2t^<Z>*Bii (±I£ :16m g/m 1 ; :16m g/m 1 ) £^T„ 
3T3*«fctX|gl»«rKiWIJfifcX«l (2 OGy) £M#Jb7H£> lBfttth'J 

xmm^n-orznu-—(Dot,, sg5m£Ji±0t)0§ja--tt, mmz 

T3P^|^i)>Mt itaifc (1 0 0 0 c e 1 1 s) ^ftLna 
--»&tt£VTun=.-m&m&W.mvit. 3Dr-^$TS, NIH 
/3T3 7>r-^-©^l!iJ»f»TOfla7^-y-0*J:^2f&©^j«J!s > r» 

n = 6Tfrfc>ft£:. N I H/3 T 3 7>f-^-*J:OTflmraiS:7^-y-- 
KTJg«£fTofc3n--cDiMX£N I H image £/fH>T&iJ5£l,£:o 
D--^X«, JBJ»7>r -^-©^*«N IH/3T3 £Jfcl£L:fe 
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2. 4frr&ofc 0 

^-hfl:fc:*tt*sa**^iE'r*^HT«s. tih^±^m«, ixio 5 

tt/3 5mm N--T V :7°D MKT 9 H (NIPPAM) ^fflf 

5o £fc£3T3i&fflfl& (2 X 1 0 4 cell s/cm 2 )> KA,*fctfc MM^SB 
)iSMMIIS(2X10 4 cell s/cm 2 ),Mtfaj;n>l>o-JK7 

B6«» ^^±^ISv-f©f^WJ^-ro NIH/3T3W<J:^Jg 

hOJfctSn?**. I H/ 3 T 3 tt^7^ -y-tt t UT, T#*IBJ» 

NIH/3T3 ^«fc^Hgffi&M^SHia*7>f -^-tU t h&l£U:&lfflJ®<E>ig 
M^ffofeo 3 5mm d i s h (N I PA Am) ClX10 5 ce 1 1 s/d 

i s hofi^i±M$iiL, mmi 4BB\zmm\^Mm±^mm^ 
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zsmmmm^y ^ t vxm ^xmmvrc t h mmnm±feMfo 

->-b<Dtk®CC$>Z>o ±WN I H/3T3tt^7^-y-»ttt« 

)!g0Hum$fflBa<£r 7 j -y-mm tvxm ^x^m u fcflnr * s . nih/3t 

ri&bifeftK±&«Blfi">— M2N IH/3T3 7>T — ^— £ JtttfeefcA^ilft 
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i7Fn *&miz&\,*xmmznzmm>'- b ^m^-^^>s m&-?fm 
m&vrc cut) m&mfo 

S7gh *ftw\z&\,*T&mzn%>mm5'—b&ffiB 105^ living 
H7Hd ^mm\z^xmm^ti^mm^-b^v> 6 3m,^x^mm^ 

nm^m±i^^r B jtmm^mmiz^n^o 07i-bh nm±<Dm 
mmmzTKTo nmmisTMmmm*mmiz&z.T^z>o m7 i-c\*. mm 

N»WTifL, -tcDau-^-^-sttrufc^d^s^-r. m7 i-f 

i7jit ffi&<D&mm<Dm<Dm=?*7£ir a 07j-i^i7j-4n * 

4 U--7 y-fe-f BWnBSnfc. NIH/3T3 &J;tfJ|g 

JfcffilKMIfifcXift (2 OGy) 1 B«$& h U ^>>:M£fT 

V^^-^-ateil/fc. i^C, b hSr^SVlM b£lxi0 4 cells 
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(Kurabo) izmnhfcii rt&JMlfiO^±»fcJtJRbT«Jffi7^ri&IBtt^riS 
ZfrliZfSi-D'fZo tiiffiVft^ry M3U Angiogenesis kit (Kurabo, Tokyo, Japan) 

iion mmbMmm<D\ib*vkm&tm*mmm (mno t»t5 7 
g&^fl&©kh#fiit!*w^^ 

(10KFCS+DMEM) ©*t^«^fciB^.TVr>XliM^M^«ffl«S^^^-^ 
-*ffllStbfc*frTJt«bfc. V^7X#il<fcD Histopaque (fc&^SBt'iWHWt 

1 
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MFmmiiZ, ^Kthn7^f> (pleiotrophin) &tm<Dfc 
m&m^2fe. ywthP7^r> (pleiotrophin) tfcffiOfc 
@H^iJ#^3«, XfcfWf'J> (epiregulin) &tB<Z>£&<7>fe>7> 
IB^iJ#-^4«, Xtfl/^U > (epiregulin) ^ffi(Dfe*©T>^ 

To 

E£!l#**9tt» y^^>r^yif (sonic hedgehog) t 
@3^!J#-^ 1 Ote. y-y^Ay^y^ (sonic hedgehog) 

BB?!I##1 3te, ^U-fe^T^bHS-Tfcx^x-h^t Hn^-if (G 
APDH) ^ffi©feiD<D-fe>7.y7'f ^-^-To 
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IS^IJ (5 '-3') 


(bp) 


S \r I 'A 1 *— 1 -< <**^ \ l— . ^ / > / \ 1=1 Li ✓ J 


AGAGGACGTTTCCAACTCAA 


551 


(sb?u## 2) 


TATGTTCCACAGGTGACATC 




AGGAGGATGGAGATGCTCTG 


497 


#■^•4) 


TCAGACTTGCGGCAACTCTG 


5) 


GCCTGAAAGATATCCCGACA 


522 


JFFiifflJ3&*i$fiB^ (T>^ir>X) (SB 


TTCCATGTTCTTGTCCCACA 


(IH^J#^7) 


GGAGGAATCCTGTGTTGTTA 


504 


>X) (@H^iJ#^8) 


CTAAGGTTCATGAGCAGTAC 


y-y^AyJ?*y^(*>7) (SB 


CGGAGCGAGGAAGGGAAAG 


261 


X) (@2?!]#§1 0) 


TTGGGGATAAACTGCTTGTAGGC 


-f >X U ^SBSfltH^ 1 a (-fc>X) 
(SB?U#*t 1 1 ) 


ATGCACACCATGTCCTC 


389 


-f >X U 5fiH^ la(7>? 
-fe>X) (@2^!I#^1 2) 


CATCCTGTAGTTCTTGTTTC 


GAPDH(t>X)(E?iJ#^l 3) 


ACCACAGTCCATGCCATCAC 


451 


GAPDH(T>^ir>7.) (@53« 
§14) 


TCCACCACCCTGTTGCTGTA 


5) 


TCCTCTCTATCTAGCTCCAG 


499 


#§1 6) 


TCCTGACAGGTGGATTTCGA 
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mm znm-r & ae> ©#&©7&i 
ot> m»»©are m%.\** mm<Dm&\* r a j> r a nj, rthej 

Oflflg©5£«) 

*9i«ffl»li*V^T Tfllglj £ rgg^J (organ) fcfcJU SlK)l:ffl^5 

Mm. mm, >bm. vm* m&. m, wm, m, mm. mm, m, mm, #> 

:fcBJ8mtc:;i3V>T rfc&Rjfcj ^«0%-t1g^i©M©^6lSEjKS©^W 
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-Ga ltuzcD&imz&zftmKjfc) , mwmn~2 100 

-p^t, ^©ffl, »^^©#iSiia«^W^W&ff5c:ifc«kO*jjt-r-sc:t*« 

#9i»l#K:*5V>T r&Jtj (tissue) ttt, »IIS£4&K:43^T, IH— 

^©lassfcttffiw**©!^^*)*^. *»w©»*bv^jfi7^ffiTtt, * 

fittftfiitioTBSn, «BlflaiWfc:^ifflifii«f3&««te:^*L, M^^TM 
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•5. tot, ^^oite^ii, fern* tvxm^zz. t&x%& . 
iL^^^^tf^n^^n&icis^^n^vio tot, &mmz\z. 

±- (donor) ©SiHioT, SB (gi<) (au t og r a f 

t ) , mwfcWr mmmm&mft) (ai lograf t) , mw^m^ 

*wmmiz&\,*Tmmi£n% wisu «> mmftmiz&\,*xm^*>nz>mh 
mmoMmtimmizmmzft. »4ft©ii©imTSoT, 
^n-rsm^jftc^sn, ftmzttm&m&ffiz-, M&mm&&zt j t(DKm 
mm^m^r^>^w^oo ^%m<D^mz^x\%, E<D&oizwmx%i® 

~» (HE) ^fe^ff^ ^i^cfcDM^T su^x (tfij^fcf, X^X^>£ 

OTM-^^fititTtiL, &M(Dmm mm* 200 ^mx 2 0 0 u 
jams mm* m^mm* ae^aj*»uft) t^t^^. $n&<z>ft&ji5£: 
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mwmg, ^mo-muz). &rc.temi%\zf&&vrcMmmm*<DMm<D&??3in 

ft?%.v<te, ^<D&5ts:MM\^ mm*mw (mz.& mmm. nnm. 
&mm. n^m. &mm. &mn. ^mm, mmm, mmm. ^nmm, 

Mm) (rpluripotencyj) ^WT^«^^-5o #««iI3t, 

mm\*. <es) mm^tcummnmrn mm&.mmm. mnwmmtfr 

z>o i&®.nmmtimMmz&&?%£m&&Mm&^5o mmtmmu. 1 
9 8 imz®#>Tm±L-zn. i 9 8 9^^y y^y^b^^mmiz^m 

$nW3. 1 9 9 8¥tC«thJE'lt^Jia^AL$nT^D, ^g#^t> 

^nti^tttfeo, m.m*<oi&i£(Dfam.\zft&i,, *ft<ktzimmftmm& 
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mmnt£t)m<. mm^m^^v^o mm&mmt. mux, ^wm* 
tm&mmx&Q'&ztf. wmzjfcvxm&&mmh®mznn>z>o ^©<t5 

kf, n^y^-- vmmvxmffiffinfrzm-®.isr£t&mm mmm^z^xmm 

nm.%ktzE\zfttft>nz> a j&m%<DffiM&immtisXte, m^nmm, 
%mnmmt££&m?*>nz> 0 .mimmvmm&mmtvxtz, m mm.) n 

m. mitmm ozm. s> -f--mj§§> *jd, jffKv Pii> mmm. 

z-U, nmm - $u-y m^zfn hn-)i *xfc$f. ^±%fc (2 0 0 1) & 

£izfzmzntttik*mmisXftM-?2>z\£&x%z>* ^ne>wm^iBm$ 
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3 J^flfr&aHflSte, WO 0 0/5 3 7 9 5 ; WO 03/022988 ;W 

00 1/6 2 9 0 1 ; Zuk, P. A., et al., Tissue Eng 
ineering, Vol. 7, 211-228, 2 0 0 1 ;Zuk, P. A., 
et al., Molecular Biology of the Cell 

5 Vol., 13, 4279-4295, 2 0 0 2 & £fc 13^3 n^&Sc 

<D&£&mmisTmmTz>zttfT»gz>o jy^fcte, mfcf, (i) ^©51 

W*ftffi.M^*m^T±Wim*T*-t'fr\Zffi&V ; (2) ±SfcJgj»!K3l<t8K T 

^TK^a^BJtC^^^T^n^Djgb ; (3) flgfl£®3l^<>:|!g»<£> 0.075% 
10 35^t- if/PBS SrJjPTL, 37'CT?«fc<i*#bfcj&*& 30 #|HK >^a."*— h L ; 
(4) ±fB<DM^f^^*<D 1 0 %JfiLfft&PDMEM <£JP;1 ; ( 5) ±12<£>i5m£ 1200g 
X 10 ^Mai^«b ; (6) ^Uy Md 0. 16M NH 4 C1/PBS &JoA.T»»U g 
MTiifi: (0!l;tk£, 10-15 #W) -f>^-M ; (7) ±iH©tt*4£ng- 
100Mm(^^-/>'a.SfflV^T^I^3lb ; ^<ktX (8) *>Wfa* 1200g T 5 #|HJ 

is m>bftM'?2>z\tiz&'Dxmm:'?%zt&x*&z>o z\z.x\ mmmizmcx. 
<D$m$mnx$>z>o z.<D&?izmm&nm^ y^-^-mmtvxmm-r 

^©<fc-5^m^-*~<tbTtt, CD4, CD 13, CD 3 4, 

25 CD36, CD49d, CD71, CD90, CD105, CD117, CD 

1 5 1 ; &£V>te, CD10 5, CD7 3, CD2 9, CD 4 443«fctfS c a 
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•gnfc\,\ mm^mm<omm^imt, cdios (+), cd7 3 

(+K CD2 9 (+), CD44 (+), CD 1 4 (-), CD34 (-), CD 
45 (-) -?$>Z>£i£nX&V. Z(D\,*?nfr-~' -D, #?&h<fo^ 

mM&Q 1 i n (-) Seal (+) y?¥-X8k&m 

mx\tmm^mmm<Dmmizmmvrco z^mmizM-r^-t^^mun^ 
x\,*fr^&BL6^vzxfemmmmmmtfi in (-) seal (+) ck 

1 t (-) Z £fim& (Peister et al, Blood. 

2 0 0 4 Mar 1; 103 (5): 1662-8 ) £nT& Df|5|c$!^o 
GtJfiiM»3:l in (-) S.cal (+) cklt (+)).■ 

th&Ti!Mitom®&^7^-vmmvTMmvitMm&o. 5mM ib 

MX, lpiM ^-ir;*1*V>. 10 \xM OXUX 2 0 0 (xM-OH 
^^^>O^Tt«tt§utl:J;0O i 1 r e d^m^f^-DTcZt 

a>e>, mmmmizftimm (adiopogenesis) znozMrnxfo 

mM 0 -^;W^hX^/-;i/ (®-me rcaptoethanol) "CM 

u t»a DlfSWCfeMnli (n e u r o g e n e s i s)T&t)> 
n 7-y>t3- h bfcigMTCE G F & £tfV E G F £Jn*-£:E GM^it 
%mVtctZ\?>ftfeMm (CD3 lBItt) ^<Z>:*Mb (vasculogene 

s i s) hmmzntio zn^xom^x. z<DMMm<D3m&cD3 4it 

fcfflR -r^fe^itJfil^Jia (Hematopoietic Stem Cel 
SfflJ&i££#^S>n7c<Z)T, ^^^^ViT«JfiL^ff^^ (v a s c u 1 o g 
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ene s i s) Sr^frfC^ Zizmi&fffrftfe* 

^mmiz^xm^^n^mmnmm^m^ h#-r >£lt«, veg 

F, L I F, Lit U#>F, MI PI a Vrtt'O). I L-6, G-CS 

. f, fgf, i G¥izztimtf%n*i)^nt>\z.mM-zntz^ a *mw~efe& 

mzmmv> MtTVi§ct^iai$nT^5. tot, mmizMnznz 
z.tum$.?3L^%<D<D. ^mfDn^mm^^Aiz^Ty^-^-mmt 

bT&ffl-T Z>tc#XDMmt: UTH, ^©i^CVEGF ^MlCSHTTS £ £ 

&mftT*mm\z&\ wx.\& mnfcm> mnmx, h7>x7i^^> 3 > 
is #9§»«k:*3v*t r«iiii^«j -^mmm,(Dwmm^m^v; mm 

sdt^iaiu mzimmizjfomvtco *%wt*iz, nm^. mmmm, mm 
*mmiz&^Tm^t>nz>mmfe, mm-v&^Thmmx'$>-DT%&<, m 
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*w*Bi«tc*viT mmmi tit, if^t'csittEWoiit 

*mmm\z&\,*x r#<b (bfc) mmi tu, mm&&zsmMfimmkvtc 

mmmm. mmmm. utmrn. Mmam. &mmk* #ra«> #&*bibl 
urteffi&mm. mmm. mmft&mm* wmmmm. inn, 

nmm, &nmmfc£ibmtfznzo.*mmte&\,*xm^*>n2>m<£t. ftitm 
m\t, m®&tcfe®M<Di&mx&^x%&\,\. 

©^^mrsjitas&snwsB? fc^wn. mmi3i£) x 
ph, w^®, it¥®n 
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tra), t*^$>D 3 , T3&£K m^mmm^ (y^tf>, igf-l 

FGF, PDGF, TGF-0, BMP2/4)^a, 1Mh;*K> (LIF, 
IL-2> IL-6^a, ^tJ-^^I^>t , XT-fehT^ h\ S??WH7-fe h 

(Dxiztz^o &mwxu, ^<D*<Dmn&m^x%, %v<i$&%nm&mmis 
xm^xh^o 

*&w\z&\,*xm^znnzW}®MMmmmmmzfe, mtt, ->x^x 

^^.xS^<D^—n-y t ^ U-^im&;i£;W£L<M#3o z\z\x<d 
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mt&mmmmzminznztf, ^n^o^mwmummmizMv, o. 5n 

g/mr-lOng/mlt^S^MSK, £F£L<teO. 6ng/m 
l~9ng/ml, $e,^0^b<«O. 8ng/ml-8ng/mlOH^ 

0. 5ng/ml <fc O/hS^ii^©^, !&#Ji&fflJ®# 

gf> HGFte£&fctfzn%fim\zm7£2n%h<DT:feJ3:^i, mm~rz>mm 

fe2ng/ml£X±T'&Z>Z.£i)m2il><. ft S; L < \$4 n g/m 1 £Lk, $ 
e»id^*b<«l 0 n g/m 1 ^±©IgT^5 ud:^ b^, 2ng/ra 
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&v>o mz-tz. &m-rztm\z-D\,*x\z* ^ov^i&yito.m (fcs> ^<z> 

^mskmmmx%^\ $?£u<te, cbse) ©i^^ttbT, v 

^miz^xm ztmzmmmmmmmm \m-rn\z. m&&&zmm 

mmfcv. ±ibfci5^iiiti©i§^^<Tt)S<?5:§„ z.nz<D 
teWifeWMms., MmMMz&tD%m&mm<D&ffi£VTM®T^®?3:%p£ 

*hj^s(c*5^t mmtkwmvkwni r^igtijij (phys 

iological ly active substance) SHJiJ^ 

mizftm-r%&mm&®n&K5o im -«te^>/t*RS;;fctt 
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So iiiEftbtn f^wfcwu jk^ummmmm^ (pdgf) , _k& 
JtmH^ (egf) > mm^mmmmm^ cfgf) , ^mnmmmmmf- (h 
gf> , iti^siiai 1 (vegf) <D&5teMmm&&m-r&*><Difimvf 

•y-r >&&ztmmm : ?tii£<D§imm&wm*--mz. mmmmmm ( r 

edundancy) fl&©£ffcfe«fctf*ltB (fllfcfck ^J3S^ 

^nn *^?j©$f * v^mmmmiz^xmrn-r^ z. l&t- 
a) nm : ±&mmm^ (egf); 

B) «r^3VlM h) : TGF-j3, FGF-7 (KG F : ke r a t 
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inocyte growth factor)* EGF 

C) jfilWa& : VEGF, FGF, 7>3r^X^> (ang i opo i e 
t i n) 

D) Wm :LIF, BMP, FGF, GDNF 
5 E) : HGF, LIF, VEGF 

F) ffFHi : HGF, TGF-j8, IL-6, EGF, VEGF 

G) W^:VEGF 

H) fl§1f-b& : EGF, I GF- I , HGF, KGF, -TGF-jS, I L — 
1 1 

10 i) im-.wmi&Mm? (ngf), bdnf orw^^ts^), gd 

NF (^UT«S»frlim*H^), -a-DbD7^> (neurotro 

phin), IL-6, TGF-0, TNF 

J) ^UXiStt : TGF- j3, TNF— at, EGF, LIF, IL-6 
K) ^mWmmmi b F GF, L I F, TGF-/3, I L-6, VEGF, 
15 L) m mm±&) : TGF-0, IL-13, IL-1/3, KGF, HGF 
M) M:^SM : E> (GH), I GF, yD^^^>, L I F, IL-1, 

T^fcf>A, EGF 

n) mm±£. : j&s*;h^>, ya^^^> 

O) j^ll^>^r;W\>7.K:S« : TGF-/3, IGF, PDGF, EGF, 
20 TGF-|3, TRH (thyroropin) 

p) mBmm±& : fgf, tgf-/s 

Q) WWmm : BMP, FGF 

R) $fc#MBJ&: FGF, TGF-J3, BMP, TNF-ot 
S)«tt:FGF, CNTF (M^ft«fc*B^= c illiary n 
25 eurotrophic ^factor) 

t) mmmm : -r>*u>, igf, lif 
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u) mmmm :lif, tnf-^ fgf. 

*wa»fc:*5v*T m&i mm. mm^r^zm^z-D^xm^^n^ 

&m<Dmmtte. &&mmi%&?z^ftm<D®m&&&/&tt\zmm*m i . 

x\z, ftmvem&mtf &ft*#*nteRje3nfcv>. 

#gJM«K::fe^Tttffl3n* r|?£j (regenerat ion) t\Z, 

tez>Mm.j]<D&^®M&mmv. ^±\zmmf)m^nmm^mmx^m> 

Kzmmm&m v>x> • mrnxm^fDmrntKo^mmomx^m^r^ z. t 
x*&<D®mt)mmx&z>£m&mvkis, ^^zmmmmm^m^-r^zt 
x*&<DmM<Dn±mti&&&%n&mmtfftt>tix^&o z<dm£^x, m 

^fr£fc\zwv<{&^tzn3ix\zmxibnx%rzo z\n*><Dmn^ft 
itvn^mti^zs^ummm^m^'Drcmm^mm (fcmtmm ©#& 
*i§sn> mmmm^m^^n^m^mmm^x^o 

mmtzztf^nzo ^mmm^commzs niznmizft&v. stmnm^ 
i^o^iw, mMnMm&&zf^<Dft4mMtezmzrm&nmm&£ 
TS*:(DM\MmtzE-m^n2>o nmm&$konmz.3L\zumz-&&v. ffi* 
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*W«ffl#fc*ViT r?^— ^— JBJ r^>f-^— Sfflflgj (feeder 

1 ayerSfcttf eeder cell) StfeTSIflBfcJB^StL mm 

K*tt*n*<»*wa:Ji5iH^ ^bitsf?£^a:t§t$n§. z<d& 
mm. wmmmm> mfo&m&fr£<Dmmimfflzte^ft<D\-±, y^-y-m 

otsM^. -74—?— SftViTDMEMH- 1 0 % F B S ^V^ftfc&fcWfcft 

&imB<DMft*fto£T<Dmm<D&M\z&z>imm*^5o 
mm&t&mtezz-t.iFv&z>o ^o&stsLmmmtVTfc. mz.&, dmem. 
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P 1 9 9, MEM, HBSS, Ham's F12, BME, RPMI 1 6 4 
0, MCDB104, MCDB15 3 (KGM) ^.t^n^O^t^t*^ 

5 ^;i/-^^;^l7->^> (IBMX), 7^3M-h-2-*X7x-b, 

aFGF, bFGF, EGF, IGF, TGFjS,- E C GF, BMP, 
PDGF^Mlif, T^fcX**, & v JIMfrx3rX, WV-f>m, fcf* 
10 ^>D, i?*«:ft;i/ i E>, Visi&ftMm. ^Jfitfit, fchjflim, aaux #t 

&zMH-hj#a, he pes, y;K/5>, b5>x7*v>* -tu>m (M 

-feU>M:M-U#A&£), ijyv>», 3-<y^;u- 1 -jWM t 1*>3 t 

JttT-fe^Wltfffl, 7^t?>, L I F • I L — 2 • IL-S^tW-f h^-T 
15 >, A^W?U>HX7t h75 F (HMBA), v^^XirbT^F (D 
MA), J?^cAMP (d b c AMP), S^^l/TJM^^ F (DMSO), 
3— Hx^^C7U> ? > (IdU), (HU), ->h->>T^ 

kV->F (AraC), ^h^-f^C (MMC), Sm^FU^A (N a B 
u), tfV7U>* -fel/X^A, 31/7 & lo*fc^©t^t> 

20 •&tLT^^-&T*5ViTfe<i:V^ 

25 £&T*£Z>o 
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tbTtl #V (N — ry^ntf^T^U^TS F) , tfU (N-- r 

v y o tf;i/7 # u ;vt ^ f - 7 z u yvm $k"S&fe. # u (n — r y y d tr;p 
t^u^t^f-^^m^^uiz-h #m^#. 3j?u (n— ryyntr;v 

^^^wsns^nstiB^sn^. ^*b<«, m*&* tfu (n- 
-<yy*Dt!;i/T^u;vy^ F) , tfu (N-^yyptf;K7#u;Kr^ F-* 

*fc«TPBffiif«F#fflit** o~8o & n*#*n & fc|g£ 

u;kts F) ^«ffl$n#s. 

r»HH»bfc*Ulf— ;M^x-' r-;V**tttt, SMT?tt*?Db 

% "Dimmvt p v m e y;Ko»^, 1 t 5 a$ t * * t t> 

tl§ (http://www.aist.go.jp/NIMC/overview/v27-j.htmK 2 0 0 1 -2 
1 3 9 9 2 9dJ:0^H2 0 01-13124 9-5f#$0 . N — ( y^Otf;!/ 
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tt* grftitm) *aft#u «tt#j»*#T-w£fc*aaiL 

#l£»»te;feHT r^flcftj Sfcte r-T>fc*^j (in vivo) 

*mnm\z&^T H->t>nj (in vitro) m^<om^tm 
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£^■5. mfcmzm?3iz>z.£fr*>* mmm%k<D*><o\t. &mzntz.m& (w> 

x$>-oXh^u-DX^x%^o 
*&wxmmznz>mm^ m&m& me mm) mm mnmm 
mmfc (mm.) &m xh, sii*tfe<fc^. mmKfo&mxznz 

x\ ttum<Dmmm£m&&ttxfcmz®A?zz£&mi&'?z>o 
2\zJ9-x.p>nz>mm* i\&®ttttMm<D5%<Di^*m*\z&j*'?2> 
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mm-ztiz&momm. mm. vtn&<£$s 0 ^mm\m\z. yj-y-mmw 
m-fnttHtkis'&tsi^m^ mn&rz\z.mm\zmm-tz>mm. mm, wmtm 

m%.rci<$Bm~z$>Qnz>o ^<D^^fs:mB^rc\tmmtvx\t, m%-&, mm 
TMvmm. mmm. mnm&. stevens- Johnson fcmrn. mm^m 
m. mm) mvtfr. ■mm&nm±ikxm. nrnmn. &mmm&mm. nmm 

&&mmn* Salzmann Mmz£*>/v, HCB^3B©fc«l± 

&<D#mm<Dm&;Ltzmm. m&mm. mutmmftmm (gvhd) tzzimvf 

&.mmm. mmm. m^a, mwtmm, $mmm. Mmmmfcz 

tfmfzn&^nzizwLfe-zntt^o 

& af^Mj&&£) *t(D&oi$.mm>%Ltz.\%mmi2i,x\*. m^.u. 

fijfii mm** m&F& i &M£a. (mzm&m£?F&&m.ih). m&n 
jfii> -#&ftifiL> ^ftttJtifii&^K m&rctemm &mm) &&z&t 

%mm (High-risksx m2%mmu^(DMmm). itt'j^ta 
mm m\z. mmmm. m2m.mm&.^<Dnmm). mz. 
m^m. mm), m&v>/m mz. mmmm (High-ris kt), 
^2M»©iifi), ^m^mm mz. m^m^-m) w>t> 
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>bn*mxm, km*mx^ mm^m^ yyu-mm. mmi&m (fct*. 
mmmt. mmm), w>mmm (tztz.& f&mm). v>/vwm& ar^t 

&Mffifimtft>n&tf : tnz>izm.Mi£n?3:^o 

jb, j&mm&v>/m. stmrnm. mumm* *mm. mmm, mm 
tfmtfznz&^nzizmM-znfe^o 

<d%(dx$>k)%2>o ^(D^vumm^r^tmmtvxu, mxu, umru- 
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v:/ws/>$h&jm*, mmm. v*jw>m «iy/t— £ (Acid 1 i 

mm-^mmm *s§#u-?\ mm^^) . mmmm. 

Btmmm Jff®^, if* (am, bsu ci, dsl Ei^a , 

mmB?&* itttff^, jgcssttifle, T;vn-;n4iff«i«F» mm&iftmw) . m 
mmm (Mmm&. mmm. §m&&mm) > kk - in • wkk 

mm (^7^a , b^a^^^^^wrsn^^nsfciRje*. 

<Dh<D-v$>vnz>o ^©ctpfeii^fesitii/Tii m%.\*. wmm m 

mm m&mm*m* m±mm. $:&£Mmmm c& 

zwifytt. ±^mm^rc\tmmmm^m-r^mmx$>n^ 
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nMm. m^m. mam. mm. m%m®tzE) ^ot^j;^ ^t<n 
^(D&vtammfe. m%mm mum, mmm. nmm. &mm. m 
^m, ±mm. &<km* &&m. mmm. mmm. mmm. ^mm. m*m. 

xte. mz.it. v>>. 7*. z-7hu, 4*tiLa<Dmmmtf*> 

mt£*\V'7izE*?£z>\z^2h%z> 0 *mw<Dmmiz^nzm^mzg:®*i 
mfc** UTtLTii mmftm\z&\,*Tte®<D&m<DMM-t)mtf*>nz>o 

^0&o?zmwtzm^ttm&t£\m¥mz^T$mtz**VT£isTfe, & 
warn. $mm. m&m. m*m. ^mu %itm, mm<tm, mm. y^? 

^w?\t£%\z^&ni&w<DmM-vm-¥znz>o mz.&. 
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- (&m*. #Ut*-;HfnU H» ; 75/1 £f»J-»\ ^>*3- 

&&ZSttk<D&k7tokyo (Z?)\,Zi—7~ -7>y-7» Sfcte^X 1- u >£^tr) ; 
^W-K«l (0iJx.fe£> EDTA) ;»7;io-;W h-;U£7cte: 

IK^tt^MEHSMtai (0»J3_k£> Tween, y;i/D^^/^ (p luron 
i c) £fc«^UX^l/>^Un-;P (PEG)) ZtlZtf^nZiZ 

pH7. 0-8.. 5<DT r i sWJtfc(ipH4. 0-5. 
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ft, ia»rtS#, Jfirt**^ Jft»^©^m«: 

mftykmm<DMm-c& o -e© «t -5 ^^^tc^^^^m^osi^^ 
u ?a&£o^x>^- h u sns^ne Ki&£sn&v>. 

3j?utfx;i/T;un-;K tfx;wtf a u 

ijx D-v>xh-;i/^^^e»n§^ne>tcis^$n?5:^o 
25 *j;^x>m^©M^^^frfe>n^^ne>fcpg^$n^:^. 
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v^55§, &mm<Dm&&fc\mM\z&-oTmmfc-?z>o ?st>\zz\nt><D$m 
wfenmmv-fimz&Kimmmhis, &mw.m\zmM7i&tz.\-zmm<o&M 

>&mzmvT*mw(DmMte. m&m, $m%i mm, mmm^i -&mm 
ut>uizm<DMM&'&A J 'v^T r b&^o 

*&w<Dmwxmz&^T&mznzmf&m(Dm\z. &m&m. MMmm m 
m, finite £), mm<D&Effi, mi mm, mm^mm^r^mmfsi 
a&mmisT, %mm&®m\z&:%.~?z>z,t&7?%% 0 ^mwvmwxmtt®. 
m& izMvxm-rmmh^rc, &mmm. wmmm mm, m 

mmtzz). mm<D¥ffi, fom. mi ®t®m, ^zsmmmmua^mrnvx. 
mm&&®miz&;fe-rz>z.£tfx*%z>o mmtvx\t. mxu, mn-^n 
\zim w%.& ljip^tiiEi- l-jr^iciiHi) (D&^&mfznz* imm 

mm £ ^&&&!&^ ttzm &n>m h&ztiz^-? xmfe? %z\t&x 
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ffigSS^ (FDA) ^L&iS^ot^^^ -£®&#W/r 

K:«fc9*B*SttfcgjraBBSn*. fi^»tt> V^^^^f*^:* (pack 
age insert) ffi«fcm*SE#T««3*l*#, ^nfcK5t<* 

nt\ «^t«, wz-fc* h-vm^n^-A^-^ 

mm mm** mmm&> &mm, >bmmm. nmmm tzmk$iummm#. 
©lackoT^swia. mm&. Mmfo<Dxmtz£\zMm-?z>m& m 

m\zMirz>wtmmM\z&z>mm&m-o 

vxr\z*&w<Dft&\s^mm&M*mm-?2>o &rfizmm^n^mmmmits 
*mm<D&v£vmB<Drc&\zmmi£n%%<D'?&io. *»^©ibh«kt© 
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i-D<Dmm\z^x. &mmfe. y^ -y-mmtvxm v^sfc«>©, jm® 

ifrMMte, CD10 5 (+), CD 7 3 ( + )> CD 2 9 (+), CD44;(+), 
CD 14 (-), CD 3 4 (-) 35J;££CD4 5 (-) ^<b&£$M; 0SiR£*l 

z>'Pfc< t% i-D<Dmm&mm,-?z>z\£i l z&-oTmi£.~?&z\ttfX'%z>o 
^(Dck-5^j®«. mm&nm ^tcu nmmmmmi x&&t^t> 

Mfcx-tMzmftL (2) ±m\zmmmm. rm\z^m^m^-\r^z^m 
vrco&mmv. Ti^it§, M&x&T£m&M7kf)m\£mwizfcz>i£.x 
z\n&mvMV; (3) mmm^\mtmm<D o.on%a^^f-jr-^ms ^jn^v 

37 < C^ c k<M#L^e> 30 ^-T>^zL^-hb ; (4) ±m<Dm.miZ^m<D 
1 0 % jfitff ilP DMEM ; ( 5 ) _tfEtf)iifc|Sf £ 1200g T 10 frmmfoftMh ; ( 6 ) 

HCO. 16M NH 4 C1/PBS ^^.TWL, Si&Ti&iC (#!l;5Lk£. 10~15# 
ffl) -f>^-hl ; (7) ±ieoTOSPS lOO^m <£>p<y ^SrfflViT© 
mZML ; (8) 1200gT 5 ftmmfofrM-tZZ.hiZ&^xm 

^-r>^^cfc<^$n^iit^m^$nTv^ 0 ^x, ft&v^mmm 
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nmo 1/ml (<£ *b< £jl 5 0 Onmo 1/ml) ©VEGF£ 
t^©^i^5m<, b^fe, j: ©«k 5 v E G F =£if 

ji, fe^sj^ s ©& & t c ^ v> nt^s, *»9§ ©— - s> ©sa^&s&s© 

SB©iBBIfiS3afflW«lT»«c:i^^*56W©fiJj*ii:bT#l'f 6n«^n 
fcEg^tl&^o jlR*3fe3t*T©IO««F««IJftTr**Jlt 

3iftOT, 2^ftOT> im^£^tfe>ns^ne»tc:i® 
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W5 (Rheinwald JG, Green H., Cell 19 
75;6:33l-344). bfdbl, l-0<DmM&f&Jz3o\,*T. ;fcf§BJ3T 

£&74>-y—£VTm^*>nT&r>. t h\z&^T%vtmzmw&-ofrz\ 

T&?5m&&z£mmofe®i&femzM'j>?2> m\z, sBttSfflt^i^) 
t o % rc £ -r z\ h izmmT^g z. t fimm £ nz> & § 0 

wje^bTv^o tot, ft&<D7j-?-mm\zfo 
m^x^u^-D reps -#~-m&mmT% t ^^mhrn-rz. 
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10 (D^^ummm^m^Th^o tot, Ett»*HBSi«, ^tBtt&wrfczit 
^-©ck^^H^o^^j^bT^ a) ftm<Dtz.tb<D±.&.mmm z ? 

(EGF);B) &m Ur^S+Mh) (DJt&XDT GF — j3 , FGF-7 (K 
GF(DfcJ60kerat inocyte growth factor), EG 
20 F ; C) j^ft&<Z>fc8&©VEGF, FGF, T>^^X^> (ang i o 
p o i e t i n) ; D) Wm<Dfrtb<DL I F, BMP, FGF, GDNF ; E) 
>bm<Dfctb(DHGF. L I F, VEGF ; F) JffK<Dfc&<DHGF, TG F — 
0, IL-6, EGF, VEGF ; G) m&ftgKDfc&WFGF ; H) M*g 
±fe<DTc®<DEGF, IGF— I, HGF, KGF, TGF — /3, IL-11 ; 

25 i) wmntcvxDftmj&^imT (ngf), bdnf imm^wmmmm^). 
gdnf ^vrmmmmnm^mm^). -^.-a hay^ > (neurot 



51 



WO 2005/035739 



PCT/JP2004/015576 



rophin), I L — 6 , TGF-jS, TNF ; J) £fU 7M©7c&©TG 
F-j3, TNF-ff, EGF, L I F, I L - 6 ; K) *fii#M8J!& ©£:£>© 
b F GF> LIF, TGF- j3, IL-6, VEGF> ;L) i (Mfl£±&) © 
7cg><DTGF- j3, IL-13, I L - 1 j8 , KGF, HGF ; M) fl&ftOfc 
8e>©jfcB*;l' ; E> (GH), IGF. ZfU79?->. LIF, IL-1, 7^ 
fc?>A, EGF ; N) J#K±&©fc«>©J&ft3fc;HE>, :/D^^> ; O) J$ 
HR7>y;i/A>^ffi»3lffllfiOfc»©TGF-/3, IGF, PDGF, EGF, 
TGF-j3, TRH (thyroropin);P) Wg5^flI±&<Dfc8e>©F G 
F, TGF-/3 ; Q) #M3J!£©fca6©BMP, FGF ; R) 4fc##&fflfl£©£: 
&CDFGF, TGF-J3, BMP, TNF — a ; S) fflHttOfcfe©FGF, 
C NT F (tt^WRflaiH^ c illiary neurotrophic 
factor);T) JI&l»«Bia©fc«>©^ >X'JX IGF, L I F ; U) J&l*3 
Jiffl)&©fc8d©L I F, TNF — at , FGF)5*SiStf Snstf^n&fclK^Snfc: 

^ng, jfiiw, &jf , m& ran, w#» n§> w, mm: mm. m* mm. 

mi \zwtm&nz&5fcy4—?-mm&mK&z.£.i>' s '?&* m%-&. mm& 
mm, mm&mm&is&&&o *f£mz&^xm^*>nz>7<<—# 
-mm*. *oft#*«ttr&?>#s. z.o&5ix®wfem&m\%. £©<fc5& 
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jSo»t3Tf»5te^5. igteW^oiain y-xhi/XT^ojtg 

35 -So 

#5818©i9£ii&*fttt, X^Vlf#Tffft>n*. X^Vlfai?T?©j|&*tt, g 
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fBnm. >t>m&m • B&m mmmmm^ zmmizmix (& 

slid 3 IK), ffOJS^ifiCfBm^nTV^o ^-<Z)<k 5 UTS, «*fcf, 

^>J C/l/F->, ;*^;k/t/h*-», rTMtri^J (OKT3, ATG& 

&^?o fct, ^<£>£5&BfF^£te\ mx\t. imm, 2 urn 3«i^ 

^<D£ofcWiffi&mz. ^mfrm\z&\,*Tte®<DX&&m^z>z\ttfx%z> 0 

mtfznztf^nzizmfeztifz^o 

i-zxDmmmm\z^x, *mM<Dft&femmz&tt2>mm<D0kflr, 
*mwiz&uT$imztiz>mm.<Dm^ m.^rz\mm<D~^rc\^tni,z^ 
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w<omt.hx\%. mK\i. tmskrnimn. 3 7r, s %co 2 ^mmt^^t^ 

MEM/Haml 2 (1:1), 1 0 % F C <i >X U > • n h=^>>& 
tf, EGF (lOng/ml)) tTfe £tA3&^ne> 

£<DJtW> 10: 1-1 : 10, £?£L<te7 : 1~1 : 7, Ife»$L< 
^>&£h SrtlHr:/^ — U#>F (0»J;U£> WV-f >^ (ATR A), fc? 

^>d 3 > T3ua), mmmmmi" (T^tf>, igf-l fgf, p 

DGF, TGF-j3, BMP 2/4^<i:)> +Kh;*K> (LIF, IL-2, 
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-So 

T, B) ST©XSTIH»bfc^ttfr*fflfKSnsffifi[K:itg§^«[bTt>«J:Vi 

-f^»ctfc &&ittfiB3l*& £ ©&& & f s £ y-e* 5. 7^- y-aai 
tb<Dz/X7-&&mi&-?2>o ji©^^a«> a) ^;B) mifiumzmxr? 
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£©<k5&««T?&oT%>«fc^. tot, &M<D®&&&mi£n&Zo 

^{*:fc*tt*#^.«t>©*^ffl$nTV^Vi|SO, £©£5 &*>©-?& 

tfn;i/, #UJ£>rttfx>j^>, #y«*ifx;^ #utf-;i/T;i/xi--;K #y 

OX h 'J JV^5?X>Xfl/>*I^ ^U3->«H|g, ^U7lXl/>t 

fci4*nfc^Hbb#*»inttftti#'rsfcje>©ti«#a era**, nmmm 
Dffl-r^a *x-x;k ^ftD#« tf>-feyK aits, 
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«rtu-ty^-u^>H wx.&s v^j^ym. (atra), m 

>D 3 , T3ft£), tHlfiftimH? (T*5Ptf>, IGF-1, FGF, PDG 
F, TGF-J8, BMP2/4^a, 1Mh;*K> (L I F, IL-2> IL 
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m<Dmmz&\,*T, *mmz, mmomm. mM^r^zm^—^rciz^t 
z\x% 7 * —^-mm^^zmmm\t. ±mm<Dn^mz^xm^^n^ 

zmv&oi&m&m&i'r&o £ zizswmmiz&^x. *ftmz* y^-y-m 
m&^t$mm&Mm.?z>fctb<D. m®m.m\z&&?&mm<D8im&mm-?z>. 

z> 0 z\z\x&m-znz>7 * -?-mm\$. << -y-mmx&nuz 

l^xDmmz^x. *&w\z. yj-y-mmthxm^&tztixD. th 

y-mmtvxm^^n^>t^ym^z\n^x^^, vt^m-ox, *mjt 
\z, Amz&^xtt%tmh^mte®ttmmmm&7j -^-mmthx^.m 
?zc£&x%&t^?mmts:$b%:zm-rz>zt\zf3i%o z\z\x\ m^mmm 
mtvxfc, asr, stt&x<DMtt<p%®*mm-rz>z\ttfx%:z>tf^n\zm. 
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&<Dzs7.7 L &&i%&~?Z>o eKDS^-x-Ate, A) ; B) h hlfttfB?ffllB£J 

— «*fctt*n^^bb#*#3BHi&s««-rsxe ; b) 

■IB*, bh^^ttlfilO^SI^Ifi**tr7W'-^-«ffllfi±^*«t--SXS; 
*5<fctfC) KJ«lsn&K^*fcJ4«*NBIlB*«*Ett#©ffi«Sn*^*« 

■ia:»c^tt-rsxe*^*rs. imm<D&&&* ^mmm\z^xm 

(D—&&f£te*:nizfr<t:vn%&mm. hmm^mmwRmmm^ 
^tr^^-^— «Bifi*, R«tft#©«LBsn-5^#a5tt^«[-rsxs, *& 
^-r<So z\z\x\ mmmommtej&mtVTfo* ^mmm\z^xm<omm\z 

i 
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^t#j^£ nz> t& f) x$> z> o 

±&mm : £:n&.'?2> z t^x^^^^M^xmmmumm^tvxmmx ■ 

^z>z\ ttfx^zz. tfr zmmfcjfcmzt/vtifc^mm&t vxmmz 
m&^x&zt.^x&o 

i& mu&mms tiasft&.&mm* wmtmrn* mmmmm. mm&mm, * 
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mm. mauiBL&mm. mm±&.mmj&, m^m±^mm, *m±&#mm* 

*P±2£MBJ3&. f?$5±&#SBJ!&, ^JfflW±^#^SS> #l^£i_t&#iM, 

^t&mm. im±8inmm* wm±A j »mm. &m±jk&mm. nmnmrn* 
m&'rzfflmz. y ^ -y-mmt^mm^nrch(Dx$>-oxh^o ^<d& 

y-fcyj -y-MMtVXfe. N I H/ 3 T 3 O J; 5 *f ffl $ nt 7 

^ -^-tt^fflv^c *mm\z%>\,*xw\<Dffim\z&\,*xmm 
znz&vm%fftmmz&&?zyj—y-mM&m^x>b&^o mffimniz 
g^-r^ 7«( MM&m^z z\ hdm&is^o g'B&i&vmm&yj 
-Mmhvxm^z>z\£tfx%%frt>xfor). mzmffimmfe* $nfrmmz>& 

tzfflm&!&&teffli&<Dn&\zmm°t& z ttfxzzt^y&xmttAizmvrc 

tot, i^<Diff&v^mm&Wiiz&^x, ^mm^mhommz^x 
mm^n^y^-^-mmn, mmmMiz^-r^mm^t^z^m^v^o 

0^L^mmmmx\t, ±my ^ -y-mmt<D&mm\$, mmmm^m 
Ts#Hrefrfc>nso z^^y^mmmm^m-r^^ti^x^ wz.u* 

3 7XlXikmM<Di&mWi*tiz.mT2>Z\t, y=L~> J $>y<<y*u*y^>1z£ 

&m<DMm&Mifcmv!in&^m<Dm\z? - h it* < z t <d& 5 fcmmtkflr 
&mtfz>ziitfx&z 0 

l-ycDmmi&mz&^x. *mm<D&mfrte* mmitvtcmm^ts. z<d 
zytemmitte. mz-te, umm&&t&mm<D$imiz<i:-DXMf$.~?2>zttfx 
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frtzaomn (*tU7)"©±T, ±&#jsaifla stairs xr-u^h 

(D&mmz* Mm&mz&\,*T\z. m^m^mx^^rco ^x, 
te&mzmtz* 

tot, 5?*b<«; *sgE©^Km*» mm^mn^^^t^^mm. 
%q<Dmm\zm*x, *mw\z* ±j&mu*n$i-?2>f£st><D : &ufr£vx<Dm 
^ffl^jg^r^o £dT!Biii5£n3> mm*. ±&mn, ± 

i -DCDmmmmiz^x. ^mmo^m^tvxomMomm^^xmm 
m<DmMmm\z^Xs *m%<D&mfr£LX(DmM<Dmmiz3s\,*x&m-£ 
m, Jhmfo&nmm, w^mm. mmmmm, mmnmm. wm&MM&& 
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mm±&&mms w^m±^mms /h«jh&$MBis. ±m±^mm. mm 

mm. vm±&imte* mm±&#m&s %m&mm* mmm&MM* mmn 
mm. m±&mm&&zm&±&nmm**¥*T* - t^gs^nsc 

m<D&\zmmzti&. fox, *mm<D&m\t, ±$z^m(Dmmf3immz^T 

H Jfi #1 

Sigma ^e>t#7cio f&#!<£>fOWte, National Society for 
Medical Researchg»fc TPrinciples of 
Laboratory Animal Carej Mtflns t i tute 
of Laboratory Animal Resource N a 

tional Institute of Heal th^Ibfc TGu i 
d e for the Care and Use of Laborato 
ry Animal sJ (NIH Publication, No. '8 6- 
2 3, 1 9 8 5, SfetT) ICiot, *R*¥E^ffifc#V>T£jesn**ap 
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JM^4 0ml^|^I4 0ml©0. 0 7 5 %3 =7?^— tf/P B S (G 
ibco) Srtn^ 3 7"CTi:<^b^e,lBt^-1'>^^^-M>fe« Z 
<£>i#|sB;:, |wj*cd l o %jfii?fiiPDMEM^jn^, i 20 0x g ti o$HKBS'D> 

^#g§fc£D#£n7c^W HCO. 16M NH 4 G1/PBS (Gib 
co) *M?LXmMV. 2 5 < CT2 0^FI'f>^-Mfc, 
@1 0 0 um<D^yly=x. (Whatman) &m^X®&\*>T&lsfc 0 

mmmi\z&^xMMisrzMM*izifrmMtf^&nx^&z.£\z, mm*?- 

(CD105, CD73, CD29, CD 4 435«fctfS c a - 1 ) (d^D 
flHB**"*. fSfflflS^— EL I S ASfc«^7jiX^>^D^ 
<Z)M^W?S^ffl V>£ £ £ iZ £ o TlWtfTT 3 Z £tfX&&o 

ZZXfe. 7\^(*bU7j Xpleiotrophin), Xtfl/^U> 
(epiregul in), ffrffflmmmm^ dr^3V1M YVmWf; 
ZswVibvZ? (s onic hedgehog), -f >7. U XSBJflfltH-T 1 a, 
GAPDH^ffl^TmRNA^IMLfc. ^©^©SWS&fiilTt^T. 

7-f 7-ftfflV>TP CRSrfr^ «£fMftfc:fcit5«^©$BS£31^;fe:« 
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jfcf) tl-TH ^WthD7^f Xpleiotrophin) :|H^J1f#S : 
@H^J#-^ 1 - 2 > xtf UifV > (epi regul in): fulfil : @2^U#-^ 
3-4, ffF J&fflfl&itmB^ : Sa^Ilf^ : BB^1#-^ 5 - 6 , ^7^^^ h*t$SB 
^ : @a^J1f ft : @3^iJ#-% 7 - 8 , y-^A-r^^ (sonic hed 

g e h o g) : mmmrn : @H^J#^9 - 10, -f >X'J >initms^i a : ga^i 

Htft:@3?!l#-*tl 1-12, GAPDH : BB^JW ft : I2^J#^ 1 3-1 4 

EUBt^To NIH/3T3lC^T-hJ[*©JBIJfil©i«*».IW* 
IBfifc*WSmRNA©5Ba*«Wfbfc. ~>X^>C, HGF, KG 

mVX^%>Z.£&Wm\sfro VEGFCTT, ^VEGFirE^Sr/B^ 

T*ffllfi^»4ll*^>^t^T, ELISA^fofc. ELISAI1 R&D 

^r(D^. thJk^fafeMMfe. lOOnmol/ml, t h E&^tiMSffl 
m\Z®8 OOnmol/ml, :fe«ktf£ifi0!l 1 fc*V>Ttl«Lfc*IJa«» ® 1 
5 0 0 nmo 1/ml VEGFMU^5ut»oL tot, #3! 
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g<Dl$r>t©^££g5rr&(E>"t:\ living-related K^-BM^fe^T. h 

h^<> **%>MTt?*S. MCI^CMIT, «0*#Jt^%», 
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DMEM/Ham' s 1 2 ( 1 : 1. ; t. 
h\ZG i b c ofrZAm iZl 0 %»>^fl&fipJfil?& (FCS=At*X3/^t, 
M^A^) ^;5^>X'J> (5/ig/ml=Sigma;5^A¥)« 3 
l/7h*'» (1 nM=5ftl3te*63k *»£>A^) *J:tKEGF (10ng/ 
m 1 =Ge n z yme, C amb r i d g e, MA^S>A^) S^Pbfe^ 

B& (^/8j1^) £ 1 0 0 omWUlsfeo :n>hn— ;i/£LT, 3T3^7 
^-^-tUffl^cfeOMlL ^"tl^L 3T3 

2xio mm&m u mmm^mm\t. 1x10 mm&m u &t 

i^m*EI2~4fc^-r o H2H, 3T3ttlflS&/BV>fc«'&* H3tt, sib© 
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%\<D&ftT~NlH/3T3&£m%mWimMm\ZXm (2 0Gy) &MMls 

td$k. i Bmmw:b^-f-»Mm^n^y^—y-mmtvrc a z\z\\z, th 

Mm±gmm&l OOOcel ls/dis h©»ilbfc. Ml 4B 
IC^jKU >B5£§frV>Ci — y^>B^-fe£frofco N IH/3T37>{- 

4B)o 

NIH/3T3 -^-*«kt^JI&l»^«aBI&7>f -y-fcTM&ff P- 

Klfe. mWk (lOOOcells). W 1 1 a DZ-t w t 3 □ - 
j&*£i¥tHLfc. 3 OZ-M$Tlt N I H/ 3 T 3 7>r — ^— ©^*«IBJ» 
HtfMJ^^^-^-©*5<t^-2^(D^^Ta5o^: (04C) O 

5p^nD--M^«OTo«i: , 5lcbT^feo N I H/3 T 3 yj-?-& 
<k DCfltH&MmaflSa 7 iCT^t £fx o n D (D-tH* X£ N I H i 

I H/3T3 4{gT&ofc (04D). 

<Duu--<D*:%ts\*. mmmmmmy^-^-o^^^tctb. dish 
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^^;^^h-fe;V>'— H (http://ww.cellseed.com/ ; 3€;£C> 0*) 

mvtco mmmt. mmmeizmmvrchotmcu^h^mmhrzo ^ 

xg&zLtfimffi-znzo 

^-r 3 t 3mm^^tsmmm 1 xmmistcmmiz-?^ ~>>4rabTit 
m«tt£*82:2-frT, mmfo®^ >f'j i^x> h#u 

S^Jg^S>fJiit--5o ^~C\ h U 75s> ' EDTA t (Clontech) 

Z\tl&> bT-rv->M3S3T3Mfl& (2X 1 OWml) £fcteT-T 
hV-Tv'V^n.SbfcllJS^JlTiliab^m (2X10 4 iH/ml) Srifffib 

frumfc®^ >fu >?x> h^'u h ifcMiciibfe ( 1 x 
1 owmi). um^frzmmj&mz^xz v->^>^ftxmmMy? 
\zxft?o mmfe-nisrcmmmm.x?T*Dtc2. 
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@<£> 1 $rtt-<Z>#.££&5rr5tfre> fc^A. living-related . F?" 
jftMRJ&8E*>#<> 3***><Sfttffe*- WI*f:^tT, 

«&SlSBid^S«li-r*. OV>T, F U :/>-> • EDTA fS(Clontech) 
cn&, T^fh^^IlSTStt (2X10 4 tt/ml) ^fcteV-T 

h-?< isyymvtcmffiM 1 -eiiufett (2x10 4 m/m 1 ) &mmv 
rcumfo®^ 5?*>btfv^~&^—hvitmmmzMmvfr (1 x 
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mmm 6 \zmm v tc % <d h m cmm<o & <d u ^mmis e> zs\zmmmz 
s^>vi^^Bje>^ic^ofeo tot, *»w©awa«, 3T3^<i:iRiiifc> 

»US§:7>r— £U thft«±Jfe«BIB©«Ht*ffofc. 3 5mmM (N I 
PA Am) H1X10 5 aiia/JE©M , T?ftlR±*J!ffllfiS»ab, ig* 1 4 0 g 

@S^JbT*5 NIH/3T37^ -^-Ti£*£fr o &aig±ft*ffl]&£ Jfc« 

&fca6£, A > ?h^>U>'Xt^> (HE) ^£««T©jI?>fT^fc. ^© 

£5#fr^ «fflfcx^^l 0«#JRSn?2#|ffl»!6U JBMcU 351»U 
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m\t. zTz%mt.nmz. Mbn^mmm<Dmmmt:^-bmzn^^ 

wz. nMM8~cmmvfri'-b&w#\z&ffi."?z>. z.z.x*u. Mtmm 
om&%&Mffi<DMmz&misT&m?&fr£ofr&mm'tz>o 

mmm s <d v \zmm"y- v & 2 mmfrnxmmvr^mz. mmMm±&. 
&®im'?2>miz. M.m&'S&tsi^mr'm&vtcmz&m&ft^o &mmmzm 
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Further, the invention of claims 51-55 and 62-69 relates to "transplant 
piece derived from stem cells", and hence does not have special technical 
features within the meaning of PCT Rule 13.2 that are common with those 
of the invention of claims 1-50, 56-61 and 70. 
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